The transformation of a ciliate into cyst is an advance strategy against an adverse situation. However, the molecular mechanism for the encystation of free-living ciliates is poorly understood. A large-scale identification of the encystment-related proteins and genes in ciliate would provide us with deeper insights into the molecular mechanisms for the encystations of ciliate. We identified the encystment-related proteins and genes in Pseudourostyla cristata with shotgun LC-MS/MS and scale qRT-PCR, respectively, in this report. A total of 668 proteins were detected in the resting cysts, 102 of these proteins were high credible proteins, whereas 88 high credible proteins of the 724 total proteins were found in the vegetative cells. Compared with the vegetative cell, 6 specific proteins were found in the resting cyst. However, the majority of high credible proteins in the resting cyst and the vegetative cell were co-expressed. We compared 47 genes of the co-expressed proteins with known functions in both the cyst and the vegetative cell using scale qRT-PCR. Twenty-seven of 47 genes were differentially expressed in the cyst compared with the vegetative cell. In our identifications, many uncharacterized proteins were also found. These results will help reveal the molecular mechanism for the formation of cyst in ciliates.
cell indicate that there are a series of genes and proteins that are differentially expressed during the differentiation of the cell. A study of the change in the proteins and genes at the molecule level during the formation of the resting cyst of ciliates would be significance to reveal the structure of eukaryotic cells, the regulation of cell and the mechanism for the phenomenon of dormancy. However, related research has primarily focused on the parasitic protozoa. For example, detailed studies were conducted on structure of the cyst and the relevant regulation during cyst formation of Giardia and Entamoeba 1, 8 . Similar relevant research on free-living ciliates, such as Pseudourostyla cristataat, at the molecular level is relatively rare 9, 10 . Therefore, in this article, Pseudourostyla cristata was selected as the experimental model to identify and to comparatively analyze the proteins and genes expressed in the resting cyst and in the vegetative cell with a shotgun LC-MS/MS analysis, a scale qRT-PCR approach and a bioinformatics analysis. The primary focus was to reveal the encystment-related proteins and genes and to discuss their relevant functions.
Results
The electrophoresis for proteins and shotgun LC-MS/MS analysis. We performed three independent experiments for the biochemical extracts, the electrophoresis separation and the shotgun LC-MS/MS identification for both the resting cyst and the vegetative cell proteins. The total proteins in the resting cyst and in the vegetative cell were separated by SDS-PAGE electrophoresis. Representative electrophoresis spectrum for both the resting cyst and the vegetative cell proteins are showed in Fig. 1 . The electrophoretic gel bands of the two samples were in-gel digested, followed by shotgun LC-MS/ MS analysis. Using the criteria reported in the literature 11 , 668 proteins of the resting cyst and 724 proteins of the vegetative cell were identified. Additionally, based on the two parameters of peptide counts and unique peptide counts, these proteins were graded for credibility. The proteins with unique peptide counts ≥ 2 had the highest confidence, unique peptide counts = 1 but the protein peptide counts ≥ 4 had higher confidence. The remaining proteins were less reliable (Peptide counts were the total number of identified peptides including redundant peptides. Unique peptide counts are a group of proteins or peptides that had unique identification numbers, namely, non-redundant peptides).
Based on these criteria, 102 resting cyst proteins (RCPs) of the 668 protein groups and 88 vegetative cell proteins (VCPs) of the 724 protein groups were identified as credible proteins. The 102 resting cyst proteins and the 88 vegetative cell proteins were selected for further analyses. After the statistical analyses, most of the proteins were shared by the resting cyst and the vegetative cell, including β -tubulin, α -tubulin, ATP synthase subunit, ubiquitin, cytochrome b, 14-3-3 domain containing protein, and heat shock proteins. A group of these co-expressed proteins are listed in Table 1 , which might play important roles in the encystment process of Pseudourostyla cristata. Additionally, 6 specific proteins with known function were found in the resting cyst compared with the vegetative cell. The functions of some the significant co-expressed and the specific proteins are discussed below. Many uncharacterized proteins were also found that could not be identified because of the current restricted Ciliophora proteome database. For an intuitively overview of these high credible proteins, a Venn diagram was constructed, which intuitively showed that the high credible proteins varied between the resting cyst and the vegetative cell ( Fig. 2 ).
Theoretical two-dimentional distribution of the identified proteins. The theoretical molecular weights (MW) and isoelectric points (pI) of the identified proteins were calculated using the compute pI/ MW tool (http://cn.expasy.org/tools/pi_tool.html). The proteins with MW ≤ 200 KDa were selected and are compared in Fig. 3 . The general view of the 2-D distribution of these proteins in the resting cyst and in the vegetative cell showed similar distributions. The pI of the proteins was between 4.43 and 11.34, and approximately 69.4% proteins were distributed in a range of pIs from 5-7 and from 8-10, with less than 5.4% of proteins that showed a pI in the range of 7-8 ( Fig. 4 ). Approximately 83.9% proteins were distributed in a range of MWs from 10-80 KDa (Fig. 5 ). Furthermore, 12 proteins of the resting cyst and 12 proteins of the vegetative cell with high pIs (greater than 10), which are typically difficult to separate with 2-DE, were also identified by shotgun LC-MS/MS.
Functional categories by Gene Ontology.
With the rapid development of bioinformatics, gene ontology (GO) is now widely used to describe protein function in a standardized format 12 . To further understand the functions of the proteins that we identified, the resultant proteins were functionally categorized based on universal GO annotation terms using the online GO tool WEGO for three functional aspects of cellular component, molecular function and biological process ( Fig. 6 ).
In the cellular component category, the proteins mapped to cell, cell part, macromolecular complex, organelle and organelle part. The proteins in the resting cyst and in the vegetative cell had a high degree of consistency in this category. In the subcategory of cell part, 11 and 14 proteins of the resting cyst and of the vegetative cell were ascribed to membrane (GO:0016020), respectively. In the subcategory of organelle part, 1 and 2 proteins were separately assigned to organelle membrane (GO:0031967) for the resting cyst and the vegetative cell, respectively. Additionally, in contrast to the resting cyst, the vegetative cell had one protein ascribed inner organelle membrane (GO:0031967). For the molecular function ontology, ten subcategories were assigned to the proteins. Most proteins were involved in binding and catalytic activities, particularly nucleotide, nucleoside, nucleic acid, protein binding, hydrolase, transferase and oxidoreductase activities. The groups with much fewer terms included the ion binding and the metal cluster binding proteins. However, the lipid binding (GO:0008289), vitamin binding (GO:0019842), tetrapyrrole binding (GO:0046906), transcription regulator activity (GO:000370) and signal transducer activity (GO:0004871) proteins were the resting cyst specific proteins that might have important roles in signal transduction during encystment.
Within the biological process category, a large quantity of the proteins were involved in the metabolic process (GO:0008152), cellular process (GO:0009987), cellular component biogenesis (GO:0044058), and response to stimulus (GO:0006950). In the subcategories, the cellular metabolic process related proteins appeared most frequently. Moreover, the primary metabolic, macromolecule metabolic and biosynthetic processes also showed active proteins. Most of the cellular and metabolic processes were related to the synthesis and degradation of macromolecules, particularly carbohydrates, nucleotides and proteins. The cell communication (GO:0007154) proteins were specific to the resting cyst.
With the GO analysis, we developed a more comprehensive understanding and awareness of the functional categories of proteins in the resting cyst and in the vegetative cell. The results from the identification suggested that the proteins of the two different periods, resting cyst and vegetative cell, had many functional similarities, and those proteins that were different were primarily connected with signal transduction.
Protein abundance and predicted subcellular distributions in the resting cyst and the vegetative cell.
The analysis of the identified high credible proteins showed that their abundance and subcellular distribution varied between the resting cyst and the vegetative cell, as shown in Fig. 7 .
Micrograph of the distribution of the actin in the resting cyst and the vegetative cell.
Pseudourostyla cristata has 40-80 macronucleus and 5-14 micronuclei 13 . Staining with fluorescent phalloidin showed that the actin was wildely distributed in the nucleus and cytoplasm of the vegetative cell and that density of the actin in the nucleus was much greater than that in the cytoplasm. In the process of the vegetative cell transforming into the resting cyst, the actin was dynamically remodeled, and the actin was dispersed in distribution in the cytoplasm and the nucleus after encystment. Additionally, the density of the actin in the cyst nucleus was also greater than that in the cytoplasm. The actin also appeared to be in the cyst wall ( Fig. 8 ).
Differentially expressed genes in the resting cyst compared with the vegetative cell.
Comparing with the vegetative cell, 27 of 47 selected genes in the resting cyst were differentially expressed ( Table 1, Table 2 ) (Figs 9-12). The 27 differentially expressed genes were divided into 4 groups that were analyzed with the graphing method of GraphPad Prism software: genes of stress proteins and calmodulin-like proteins ( Fig. 9 ), genes of rRNA and proteins associated with protein degradation (Fig. 10) , genes for variety of metabolic enzymes (Fig. 11 ), and genes of structural and transport proteins ( Fig. 12 ). Compared with the vegetative cell, 20 of 27 genes in the resting cyst were upregulated in expression, the other 7 genes were downregulated in expression.
From Figs 9-12, the relative changes in the expression of these genes in the resting cyst compared with the vegetative cell are easily observed. 
Discussion
In this article, the proteins of the resting cyst and the vegetative cell were identified with shotgun LC-MS/ MS, and subsequently, the functions were analyzed using WEGO. The majority of the identified proteins were co-expressed, but a few were specific proteins in the resting cyst compared with the vegetative cell.
Analysis of the specific proteins of the resting cyst.
A total of 6 specific proteins in the resting cyst were found in our study, which included fibrillarin-like rRNA methylase, methylmalonyl-coenzyme A mutase, ADP ribosylation factor, Rab12, MAPK-related kinase and KR multi-domain protein.
Among these specific proteins, fibrillarin-like rRNA methylase is a type of methylases, with the rRNA as target of posttranscriptional and posttranslational modifications. The methylation of rRNAs is a widespread modification that modulates their functions 14 , and the fibrillarin-like rRNA methylase promotes rRNA methylation. The rRNA methylation regulates the rRNA translation activities, which is consistent with the cyst resting state. The methylmalonyl-coenzyme A mutase (MCM) is a 5'-deoxyadenosylcobalamin-linked mitochondrial enzyme that catalyzes the isomerization of L-methylmal-onyl-coenzyme A to succinyl-coenzyme A. The MCM has an essential role in the conversion of propionyl-CoA to succinyl-CoA, an intermediate in the tricarboxylic acid cycle, and is involved in the breakdown of the amino acids valine, isoleucine, methionine, threonine and thymine, cholesterol and odd-chain fatty acids 15 . Because of this function, the MCM might be involved in the proteins degradation that occurs in the process of cyst formation. The ADP-ribosylation factors (ARFs), structurally and functionally very highly conserved, are essential and ubiquitous regulators of membrane traffic in eukaryotes. The ARFs are 21-kDa GTPs-binding proteins that act as molecular switches essential in membrane trafficking and in actin cytoskeleton remodeling in eukaryotic cells. For example, ARF1 and ARF6 play crucial roles in membrane trafficking and actin remodelling of the secretory and endocytic pathways, respectively. Additional members of the ARL family are the ADP-ribosylation factor-like 7 (ARL7) and the ADP ribosylation factor-like 2 (ARL2). The ARL7 modulates intracellular vesicular transport via interaction with the microtubules, and ARL2 is involved in the folding of tubulin peptides 16, 17 . This evidence suggests that ARFs are involved in the formation of the cyst wall, possibly with involvement in the intracellular transport of the cyst wall components and in the assembly of the extracellular cyst wall polymers. The results from our staining actin showed that both the actin cytoskeleton and nuclear matrix actin were restructured during the encystment of Pseudourostyla cristata. Moreover, actin appeared in the cyst wall. We hypothesized that some factors, including ARFs, played important roles in the dynamic actin remodeling.
Autophagy is a general strategy to survive adverse environmental conditions such as starvation 18 . Autophagy and autophagosomes were observed during the ciliate encystment phase and in the mature resting cysts. Wu et al. 19 proposed that the autophagosome, equivalent to a food vacuole of the vegetative cell, engulf microtubules, mitochondria, ribosomes, membranes and other cellular components and subsequently digested them. This process is the primary pathway for resting cells to use substances and to obtain energy. The Rab12 is a multifunction protein, and as a new type of autophagy regulator, Rab12 controls the degradation of an amino acid transporter. The Rab12 regulates the activity of mTORC1 and autophagy through the control of the degradation of the amino-acid transporter PAT4. Additionally, the transferrin receptor, a well-characterized plasma membrane protein that travels between the plasma membrane and the intracellular membrane compartments, is constitutively degraded by a Rab12-dependent pathway, which is independent of the conventional degradation pathway 20, 21 . The KR multi-domain protein is a sterol binding protein that is involved in oxidation-reduction reactions and might combine with HSP90 to perform its functions 22 . The mitogen-activated protein kinases (MAPKs) are Ser/Thr kinases that convert extracellular stimuli into a wide range of cellular responses. Therefore, the MAPK-related kinase might play a role in the stress-signaling pathway. For example, Nakashima et al. 23 demonstrated that the MAPK-related kinase in the unicellular eukaryotic protozoan Tetrahymena that was induced by physical stresses such as cold temperature and changes in osmolarity.
The specific proteins mentioned above participate in a wide range of molecular functions, including gene regulation, redox regulation, proteins and subcellular organelle degradation, material trafficking and cytoskeleton organization. Therefore, the expression of these proteins was essential for the cell morphological and physiological changes that were required for encystment. Furthermore, the expression of these proteins suggested that the specific proteins of the resting cyst played important roles in the transformation of vegetative cells into dormant cysts.
Analysis of co-expressed proteins.
The results from the identification showed that most proteins in the cyst and in the vegetative cell were identical, including α -tubulin, HSP70, clathrin, 26S proteasome, ubiquitin, 14-3-3 domain containing protein, and ATP synthase, and were expressed in both the cyst and in the vegetative cell.
However, some of these co-expressed proteins were most likely differentially expressed. To determine which co-expressed protein genes were differentially expressed in the cyst compared with the vegetative cell, we compared the 47 genes of co-expressed proteins with known functions expressed in both the cyst and the vegetative cell using a scale qRT-PCR approach. Compared with the vegetative cell, 27 of 47 genes were differentially expressed in the cyst. Many uncharacterized proteins also occurred among the co-expressed proteins. We speculated that some of these proteins with unknown functions might be novel proteins, which might play important roles in the encystment process; these possible novel proteins are worthy of further study in the future.
Analyses of differentially expressed genes related to encystment. Among the 27 differentially
expressed genes in the resting cyst, the expression of 20 of the genes was upregulated compared with the vegetative cell. Most of these upregulated genes were associated with stress reaction, signal transduction and protein degradation. These upregulated differentially expressed genes included the calmodulin gene, HSP70 gene, calcium transporting ATPase gene, voltage-dependent calcium channel gene, minichromosome Ca 2+ -ATPase gene, 26S proteasome non-ATPase regulatory subunit gene, ubiquitin family protein gene, ubiquitin-transferas gene, PAP2 superfamily phosphatase gene, Ser/Thr specific protein phosphatas gene, IP1 phosphoserine aminotransferase gene, ATP synthase F1 gene, actin I gene, homo sapiens dynein gene, outer membrane protein gene, clathrin gene, clathrin adaptor complex small chain family protein gene, dynein heavy chain family protein gene, 14-3-3 protein gene and the ABC transporter family protein gene. Seven genes that were differentially expressed were downregulated in the cyst, including The encystment of Pseudourostyla cristata is a stress reaction with which to cope with external stimuli. The HSP70 is a well-known protein that is widely viewed as a protein responsible for resisting tress. Under stressed conditions, the HSP70 is significantly upregulated to increase the ability of the cell to resist the stress 24 . Our data were consistent with these reports, and the HSP70 gene was significantly upregulated during encystment. The expression of the HSP70 gene in the cyst was ten fold higher than one in the vegetative cell, which indicated that HSP70 played an important role in the encystment process.
The process of encystment in ciliates is a differential cellular process that involves the regulation of many genes 25, 26 . The evidence is accumulating that the encystment of ciliates is dependent on an increase in extracellular Ca 2+ and a high density of ciliates 27, 28 . The extracellular Ca 2+ concentration increase in response to a high density of ciliates. Then, the extracellular Ca 2+ flows into the cell via a calcium channel in the cell membrane, which increases the intracellular Ca 2+ concentration. The concentration of intracellular Ca 2+ can also increase through the stimulation of the endoplasmic reticulum to release Ca 2+29 . Matsuoka et al. 28 proposed that the encystment signal pathway could be activated by the Ca 2+ -induced intracellular cAMP pathway. Our data were consistent with the results of those reporting. The expression levels of the calmodulin gene, calcium transporting ATPase gene, voltage-dependent calcium channel gene and minichromosome Ca 2+ -ATPase gene in the cyst were clearly higher than those in the vegetative cell. We inferred that stress stimuli triggered the Ca 2+ signal pathway which most likely initiated encystation in ciliates. First, stress stimuli spurred extracellular Ca 2+ to flow into the cell via calcium transporting ATPase and a voltage-dependent calcium channel. The intracellular Ca 2+ then Figure 11 . Comparisons of gene expressions for variety of metabolic enzymes in RCs and VCs. Relative quantification of variety of metabolic enzymes genes in RCs and VCs using qRT-PCR. All data are presented as the mean ± SEM (n = 3, * P < 0.05; ** P < 0.01; *** P < 0.001).
Figure 12. Comparisons of gene expressions of structural proteins and transport proteins in RCs and
VCs. Relative quantification of structural protein genes and the transport protein genes in RCs and VCs. All data are presented as the mean ± SEM (n = 3, * P < 0.05; ** P < 0.01; *** P < 0.001).
Scientific RepoRts | 5:11360 | DOi: 10.1038/srep11360 combined with the calmodulin to form a Ca 2+ •CaM complex. Then, the Ca 2+ •CaM complex combined with cAMP on the cell membrane, which induced and synthesized cAMP, and entered the cAMP signal transduction pathway. These cascade reactions began the encystment signal pathway via activation of some protein kinases and phosphorylation. Thus, the PAP2 superfamily phosphatase gene, the Ser/Thr specific protein phosphatase gene, and the IP1 phosphoserine aminotransferase gene expression were upregulated in the encystment process. This proposed mechanism was consistent with view of Sogame et al. 30 who suggested that the encystment of ciliates was related to Ca 2+ -dependent intracellular protein phosphorylation, based on studies of the regulation mechanism of cyst formation in Colpoda cucullus 30 . Thus, the importance of Ca 2+ concentration in the regulation to begin encystations was demonstrated.
In ciliates in the encystment process, rapid changes in the morphology of cell structure are accompanied with the degradation of many proteins, including some microtubulin. The evidences is increasing that the ubiquitin-proteasome system and the lysosome system play crucial role in the degradation of proteins. Our results also showed that the expression of 26S proteasome non-ATPase regulatory subunit gene, ubiquitin family protein gene, and ubiquitin-transferas gene in the cyst were significantly upregulated compared with the vegetative cell. The expression level of the cathepsin B gene in the cyst was clearly downregulated compared with the vegetative cell, which suggested that lysosome system played a minor role in degradation of proteins during the encystation because cathepsin B is a hydrolase of the lysosome system. Thus, during the encystations, the ubiquitin-proteasome system played a major role in proteins degradation. Additionally, the ubiquitin-proteasome system has a large number of nonproteolytic functions including DNA damage repair, signal transduction, transcriptional regulation, membrane trafficking, endocytosis and protein kinase activation 31 , which suggested that ubiquitin-proteasome system not only degraded proteins but was also likely involved in signal transduction, endocytosis and protein kinase activation.
The dramatic change in the morphological structure of Pseudourostyla cristata during the encystations inevitably involved the upregulation and the downregulation of the levels of some structural proteins. Our data showed that the expression of the actin I gene and outer membrane protein gene were upregulated, whereas the expression of the α -tubulin gene was downregulated in the cyst. Because most ciliature microtubules and ciliature-base-associated microtubules were disrupted or disappeared in the process of encystment 3, 6, 7 , the gene expression of α -tubulin, as a component of the microtubules, was markedly reduced. The decrease in the expression of the α -tubulin gene coincided with the morphological change in the cyst. As the structure changed rapidly, particularly the formation of the cyst wall, the frequency of the transport of the structural components was accelerated. Therefore, the participation of a variety of transport proteins was required. Our result showed that the expression of the homo sapiens dynein gene, clathrin gene, clathrin adaptor complex small chain family protein gene, dynein heavy chain family protein gene, 14-3-3 protein gene and the ABC transporter family protein gene were upregulated in the cyst. Moreover, material transport also consumes energy, and the expression of the ATP synthase gene was upregulated in the encystment process.
Gu et al. 32 observed the resting cyst and the ultrastructure of organelles of Paraurostyla weissei and found that the number of mitochondria was sharply reduced. Additionally, the morphological structure and the location of the mitochondria also changed in the resting cyst. In our experiment, the expression of cytochrome C oxigdase subunit I gene and cytochrome b gene were downregulated in the cyst, which suggested that the number of mitochondria was reducted during the encystation.
Compared with the vegetative cell, the metabolism was low, including a reduction in protein synthesis, in the resting cyst. Our results showed that the expression of the 16S rRNA gene, small subunit ribosomal RNA gene and 18S rRNA gene were downregulated in the resting cyst, which indicated that protein synthesis was reduced in the resting cyst compared with the vegetative cell. The rRNA is a molecular component of ribosomes, which are involved in proteins synthesis.
The differential expression of the genes that were discuss above covered a wide range of functions, including gene regulation, proteins degradation and synthesis, stress resistance, material transport, cytoskeleton organization and signaling transduction. Therefore, the upregulation or downregulation of the expression of these genes was essential for the cell morphological and physiological alterations that occurred during encystation.
Conclusions
Pseudourostyla cristata resists adversity and stress with the transformation into a resting cyst, and it would be significant to clarify the molecular mechanism of the encystment. One mystery of the encystment is that the proteins and the expression of their genes change in the process. The most striking result of this study was the large -scale identification of the encystment-related proteins and genes in Pseudourostyla cristata. In the resting cyst, 6 specific expressed proteins and 27 differentially expressed genes were found compared with the vegetative cell. The functions of these proteins and genes were discussed and they were possibly involved in RNA regulation, proteins degradation, stress resistance, material transport and cytoskeleton organization, etc. The diversity of the functions of these proteins and genes suggested that they might play important roles in the encystment process. Notably, the proteins with unknown function among the identified specific proteins were those that were not similar to any known protein. However, their expressions might be associated with the stress tolerance and the subsequent encystment. Therefore, these proteins are likely novel proteins and may be the best candidates as sources to study for the resistance to adverse environmental stress in future studies. The results and analyses in this study will help explain the molecular mechanisms that regulate the encystment and dormancy in eukaryote.
Materials and Methods
Culture method. The Hypotrichida ciliate Pseudourostyla cristata was kindly provided by professor Fukang Gu, and was cultured in 10-cm Petri dishes with their food Chilomonas paramecium, which were fed wheat fermentation broth. The required culture medium was filtered and sterilized water from the pond (ZiZhuyuan in East China Normal University, Shanghai). These dishes were incubated 25 °C. The encystment of the ciliates was induced by starvation and overpopulation. When the culture of vegetative cells reached a high density, the wheat was removed. As Sogame et al. 9 described in their study, these vegetative cells were washed in 1 mM Tris-HCl, pH 7.2 with, centrifugation at 1,000 × g for 3 min and were suspended in 1 mM Tris-HCl, pH 7.2. Then, the cells were collected and resuspended at 5 × 10 4 cells/ml in an encystment-inducing medium that contained 1 mM Tris-HCl, pH 7.2 and 0.1 mM CaCl 2 for one or two days. As a control, the cells were suspended in 1 mM Tris-HCl, pH 7.2, at a low cell density (2 × 10 4 cells/ml) to avoid encystation.
Sample preparation and SDS-PAGE separation. The cysts were collected by centrifugation at 1,000 × g for 5 min at 4 °C after the cysts were formed. Approximately 5 × 10 4 cysts were collected and were combined in a 1.5-ml centrifuge tube. Then, the cysts were washed with centrifugation twice. The harvested cysts were mixed with 0.3 ml of cell lysis buffer (4% SDS, 1 mM DTT, and 150 mM Tris-HCl, pH 8; protease inhibitors). The suspension was maintained at room temperature for 10 min, and then to ensure adequate lysis in an ice-bath, it was subjected to a continued sonication treatment 15 times, each time for 30 s with a 30 s interval. The sample was centrifuged at 14,000 × g for 30 min. Finally, the resting cyst proteins were extracted and stored at − 20 °C before analysis. We used the identical method with the vegetative ciliates to extract cell proteins. Both protein samples were boiled for 10 min and were centrifuged at 12,000 × g at 4 °C for 10 min, and then were diluted with an equal volume of loading buffer. After cooling, the proteins were separated by SDS-PAGE on a 12.5% acrylamide separating gel and a 5% acrylamide stacking gel at 80 V for 0.5 h and then 120 V for 2 h. The prestained protein markers were run in parallel. After electrophoresis, the gel was stained with 0.25% Coomassie brilliant blue (CBB) R-250 (Sigma, USA) for 0.5 h, and then bleached with the eluate overnight.
In-gel trypsin digestion. The CBB-stained SDS-PAGE gel lane was equally divided into 10 slices depending on the protein molecular weights (MW) (Fig. 1) . Each slice was diced into 1 mm × 1 mm pieces, and then subjected to an in-gel tryptic digestion as described by Wilm et al. 33 . After digestion, the 10 slices of each sample were combined into one volume for the LC separation and the MS detection.
Shotgun LC-MS/MS analysis. All digested peptide mixtures from the above extraction were separated with reverse phase (RP)-high-performance liquid chromatography (HPLC) followed by tandem MS analysis. The RP-HPLC was performed using a surveyor LC system (Thermo Finnigan, SanJose, CA, USA). The pump flow rate was approximately 1.5 μ l/min after the spit for peptides enrichment and the desalting. The mobile phases used for the reverse phase were buffer A (0.1% methanoic acid in water, pH 3.0) and buffer B (0.1% formic acid in acetonitrile). The analytical column was regenerated for 20 min with buffer A before loading the next sample. The peptides were eluted using a 4-100% linear gradient of solvent B in 120 min. A Finnig LTQ linear ion trap mass spectrometer (Thermo Finnigan, San Jose, CA, USA) equipped with a microspray source was used for the shotgun LC-MS/MS experiments. The LTQ mass spectrometer was used for peptide detection with the following parameters: spray voltage (3.4 kV), spay temperature 200 °C, and full scan m/z range (400-1,800). The most intense ten ions in every full scan were selected for MS/MS with the dynamic exclusion setting: repeat count 2, repeat duration 30 s, and exclusion duration 90 s.
Protein identification and annotation. The MS/MS spectra from the LTQ dataset were searched against the recombinant protein database that was constructed with the FASTA protein sequences that were downloaded from UniProt (http://www.uniprot.org/), which contained Alveolata (355,953 entries), Giardiinae (30,002 entries) and Entamoeba (54,386 entries) using the SEQUEST algorithm. All SEQUEST searches were conducted on the Bioworks 3.3 software (Thermo Finnigan). The search parameter settings were as follow: the mass accuracy was set to 10 ppm; missed cleavage was set to maximum 2; carbamidomethylation was used as static modification; oxidation was used as dynamic modification; and the MS/MS fragment tolerance was set to 0.4 Da. The filter parameters were protein FDR ≤ 0.01 and peptide FDR ≤ 0.01. Multiple peptide identifications were generally returned by SEQUEST for each MS/MS spectrum and for each parent-ion change state. The identification criteria used in our study were based on XCorr (one charge ≥ 1.9; two charges ≥ 2.2; three charges ≥ 3.75) and Delta CN ≥ 0.1 11 . As a result of these criteria, only the peptide identification with the highest XCorr value was retained. The results for the protein identification were extracted from the SEQUEST out file with in-house software that combined the peptide sequences into proteins and deleted redundant proteins.
